Methods
Fresh iliac crest trephine biopsy specimens, taken with a paediatric Jamshidi needle as part of routine staging or re-evaluation, were divided into two portions. One was processed for conventional histological examination, the other embedded in a glycerol based compound (OCT, Miles Scientific), rapidly frozen using isopentane cooled in liquid nitrogen, then stored at -70°C until required. The biopsy specimens studied were obtained from four patients with disseminated neuroblastoma at diagnosis two to four months after starting treatment. All patients were known to have UJ13A positive tumour cells.
SECTIONING AND FIXATION
Sections, 7 um thick, were cut using a cryostat (Reichert-Jung Frigocut) at a temperature between -15 and -25°C. A variety of section adhesives was tested, including aminopropyltriethoxysilane (APES), poly-L-lysine, and chrome alum gelatin. This last was found to be most useful in our hands and was used subsequently at all times. It was particularly necessary to ensure adherence of sections of hypoplastic marrow, with relatively normal architecture, which proved the most fragile. Sections were dried overnight at room temperature, fixed in acetone for 10 minutes, air dried and washed in TRIS buffered saline (TBS), pH 7-6, for two consecutive five minute washes, followed by incubation in nonimmune rabbit serum for 10 minutes. studied. The more complex peroxidase-antiperoxidase (PAP) or alkaline phosphatase-antialkaline phosphatase (APAAP) techniques might have given both a stronger visual signal and reduced non-specific background staining.
IMMUNOSTAINING
UJ13A stained frankly primitive cells in marrow at diagnosis (data not shown). Infiltration at diagnosis is usually easy to detect, and conventional histological, cytological, and immunocytochemical stains are much simpler to perform. The use of this antibody in frozen sections, however, draws attention to small tumour deposits in hypocellular or fibrotic marrow after treatment has been started and also shows that antigen negative tumour cells may coexist with positive cells in the same biopsy specimen. The presence of immunopositive material in hypocellular "fibrous" tissue both at diagnosis (data not shown) and, in some cases, after treatment, is worth noting. This material may be akin to that found in more differentiated or partially treated primary neuroblastomas. It is possible that some of the "fibrous" material detected by conventional histological techniques is a product of neuroectodermal cells rather than reactive bone marrow fibroblasts.
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